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FIG.2A 

Sequence of pLimJS-IFN-7 

GTTMCTACG TCAQGTCGCA CTTnCGGOG AAATCTGOGC GGAACCCCTA TITCITrATT 
TnUTAAATA CATTCAAATA TGTNKXXTT CATGAGACAA TAACCCIGAT AAATGCTTCA 
ATAATATIGA AAAAGGAAGA GTATCAGTAT TCAACATITC CGTGTCGCCC TTATICCCrr 
TITIGCGGCA TITIGCmC CTCflTnTQC TCACTCAGAA ACXTIGCTGA AAGTAAAAGA 
TGCTCAAGAT CAGTIGGGIG CACX3AG?rGaG TTACATCGAA CTGGATCTCA ACAGCGGTAA 
GATCCITCAG ACJnnCGCC CCGAAGAACG TIUICCAATC ATGAGCACTT TTAAAGTIUr 
GCTAICTCGC GCGGTATTAT CCGGIGITGA CGCOGGGCAA GAGCAACTGG CTOGCCGCAT 
ACACTATIUr CAGAATCACT TGCnTCAGTA CICACCAGTC ACAGAAAAGC ATCTTACGGA 
IGGCATCACA GTAAGAGAAT TATGCAGfTO: TGCCATAACC ATGAGTGATA ACACTGCGGC 
CAACITACTr CIGACAACGA TCGGAGGACC GAAGGAGCTA ACCGCITITr TCCACAACAT 
GGGGGATCAT GTAACICGCC TIGAiaJITC GG?\ACCGGAG CIGAATGAAG CCATACCAAA 
CGACGAGCCT GACACCACGA TCCCIGTAGC AATGGCAACA ACGTIGCGCA AACTATTAAC 
TCGCGAACTA CTTACIUrAG CTICCCQGCA ACAATTAATA GACI02ATCG AGGCGGATAA 
AGITOCAGGA CCACTICIGC GCTCQGCCCT TCCGGCTGGC TGCTITATIG CIGATAAATC 
TCGAGGCGGT GAGGGTCQGT CTOGCGGTAT CATTGCAGCA CIGGGGCCAG ATOGTAAGCC 
CICCCGTATC GTAGITATCT ACACGACGGG GAGTCAGGCA ACTAIGGATC AACGAAATAG 
ACAGATCGCr GAGATAGGTC CCTCACIGAT TAAGCATIGG TAACIUTCAG ACCAAGTITA 
CICATATATA CTITAGATIG ATTTACCCCG GITGATAATC AGAAAAGCCC CAAAAACAGG 
AAGATICTAT AAGCAAATAT TTAAATIGTA AACGTTAATA TITIGTrAAA AirCGGGTTA 

AATrrriGTr aaatcagctc ATmrrAAC caataggccg aaatcggcaa aatcccitat 

AAATCAAAAG AATAGCCCGA GATAGGGITC AGTCITCnC CAGTITCGAA CAAGAGTCCA 
CTATTAAAGA ACGTCGACIC CAACGIGAAA OSGCGAAAAA CCGIUTATCA GOSCGATGGC 
CCACIAQGTC AACCATCACC CAAA1CAAGT TmTGGGGr CGAGGTCCCG TAAAGCACTA 
AATCGGAACC CTAAAGGGAG CCCCCGATTT AGAGCTIGAC GGGGAAAGCG AACGIGGCGA 
GAAAGGAAGG GAAGAAAGCG AAAGGAGCm GCGCTAGGGC GCTGGCAAGT GTAGCX3GTCA 
CGCIGCGCGT AACCACCACA CCCGCOGCGC TTAATGCGCC GCTACAGGGC GCGTAAAAGG 
ATCTAGGIGA AGATCCmT TGATAATCTC ATGACCAAAA TCCCTTAACG TG AGITITCG 
TICCACIGAG CGICAGACCC CGTAGAAAAG ATCAAAGGAT CnUITGAGA TCLTiTrrrr 
CIGCGCGTAA TCIGCIGCTT GCAAACAAAA AAACCACOGC TACCAGCGGT GGITIUnTG 
CCGGATCAAG AGCTACCAAC TCTmTCCG AAGGTAACTG GCTICAGCAG AGCGCAGATA 
CCAAATACTC TIUnUTAGT GTAGCCGTAG TTAGGCCACC ACTICAAGAA CTCTGTAGCA 
CCGCrTACAT ACCICGCICT GCTAATCCTG TTACCAGTGG CTGCIGCCAG TGGCaATA AG 
TCGTCICTTA CCGGGITCGA CICAAGACGA TAGTTACCGG ATAAGGGGCA GCGGICGQGC 
TCAACGGGGG GTTCGIGCAC ACAGCCCAGC TTGGAGCGAA CGACCTACAC CGAACTGAGA 
TACCTACAGC GTGAQCTATG AGAAAGOTC ACGCITCCCX3 AAGGGAGAAA GGC!GGACAGG 
TATCCQGTAA QOGGCAGGGT CGGAACAGGA GAGCGCACX^ GGGAGCTTCC AGGGGGAAAC 



SUBSTITUTE SHEET (RULE 26) 



wo 00/20629 



PCT/CA99/00917 



FIG.2B 

GCCTCGTATC TTTATAGTCC TCTCQGGTTT CGCCACCICT GACTIGAGCG TCGZ^TTT ITG 
TCATCCICGT CAGGQGQGCG GAGCCTATGG AAAAACGCCA GCMCXSCGGC CTTnTAOGG 
TICCTCGCCr TTIGCIGGCC TrTTGCTCAC ATGTAAIUre AGTTAGCICA CTCATTAGGC 
ACCCCAQGCr TTACACnTA TGCTICOGGC TCGTATGTTG TGTGGAATTC TGAGCGGATA 
ACAATTICAC ACAGGAAACA GCTATGACCA TGATTACGCC AAGCTACGTA ATACGACTCA 
CTAGIGQGCA GATCTICGAA TCCATCQCGC GCACCGTACG TCTOGAGGAA TI CCOGGQG A 
TCCCIGCAGT TATIGGGACA ATUICTICCC CACXCCGAAT CAGCAGCGAC TCCITTTCCG 
CnCCIGAQG CIGGATICCG GCAACAGCIG GTGGACCACT CGGATGAGCT CATIGAATGC 
TIGGCGCIGG ACCTCTCGGT TGTIGACCTC AAACTIGGCA ATACTCATGA ATGCATCCIT 
TTICGCCnG CIGTIGCIGA AGAAQGTAGT AATCAGGTGT GATKAATGA CGCITATGTr 
GITCCIGATC GCCTGATIUr CTITCAAGAC TTCAMGAGT CIGAGGTAGA AAGAGATAAT 
CIGGCIUIGC AGGATTTICA TCTGACCATC CnTIGCCAG TIGCTCCAGA TATOCAAGAA 
GAGACICnr TUnCCACAT CTATGCCACT TGAGTTAAM TAGTTATTCA GACmCTAG 
GCmCAATC ACIUIGCCGT QGCAGTAACA GCCAGAAACA GCCATGAGGA AGAGCTGCAA 
AGCCAAGATC CAGIGIUTAG CGTICAT3AT TAGATTAACC TAMT AATIG TACITIGTAA 
TATM1GATA TATATTTKA CnTATCTCA ITTGAGAATA AAAATGTnT TCnTAACCA 
CIGCATGATC TAAGCTICCC ATGGTGACGT CACCGGITCT AGATACCTAG GTGAGCIUIG 
GTACCCIGTA GTCAAGGCCT TAAGTGAGTC GTATTACGGA CIGGCOGTGG TnTACAACG 
TCGIGACIGG GAAAACCCTC GCGTTACCCA ACTTAATOGC CTIGCAGCAC ATCCCCCTTT 
CGCCAGCTCG CGTAATAGCG AAGAGGCCCG CACCGATCGC CCTTCCCAAC AGTIGCGCAG 
CCIGAAIGGC GAATGGCGCr TamGGTA ATAAAGCCCG CTTCGGCGGG CTnTTTTT 

Utilized T7 promoter 3199 - 3216 

Transciption start site 3198 

IEN-( specific sequence 2530 - 3027 

Transcript sequence 2464 - 3198 

Spel site used for linearization 2461 
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Sequence of the IFN-y RNA Standard 
1 GCCDUGACUA GAGGGUAOZA GAGCUCACCU AGGQAUCCJAG AACCGGU3AC 50 
51 GUCACCAUGG GAAGCUUACA UCAU3CAGUG GUUAAACAAA AACAUUUUUA 100 
101 UUCUCAAAUG AGAUAAAGUG AAAAUAUAUA UCAUUAUAUU ACAAAGQACA 150 
151 AUUAUUUAGG UUAAUCUAAU CAUGAACGCU ACACACUXA UCUUGGCUUU 200 
201 GCAGCUCUUC CUCAUGQCUG UUUCUGGOJG UUACUGCCAC GGCACAGUCA 250 
251 UUGAAAGCCU AGAAAGUCUG AAUAACUAUU UUAACUCAAG UZ-GCAUAGAU 300 
301 GUGGAAGAAA AGAGQCUCUU OJUGGAUAUC UGGAGGAACU GGCAAAAGGA 350 
351 UQGUGACAUG AAAAUCCUGC AGAGCCAGMJ UAUCUCUUUC UACCUCAGAC 400 
401 UOJUUGAAGU CUUGAAAGAC AAUCAGGCCA UCAGCAACAA CAUAAGGGUC 450 
451 AUUGAAUCAC ACCUGAUUAC UACCUUCUUC AGCAACAGCA AGGCGAAAAA 500 
501 GGAUGCAUUC AUGAGUAUUG CCAAGUUUGA GGQCAACAAC CCACAGGUCC 550 
551 AGCGCCAAGC AUUCAAUGAG CUCAUCCGAG UQGUCCACCA GCUGUUGCCG 600 
601 GAAUCCAGCr UCAGGAAGCG GAAAAGGAGU CGCUGCUGAU UCGGGGUGGG 650 
651 GAAGAGAUUG UCCCAAUAAC UGCAGGGAUC CCCGGGAAUU CCUCGAGACG 700 
701 UACGGUGQGC GO^UGCAUU CGAAGAUCUG CCCACUAG 738 

IFN-7 specific sequence 172 - 669 
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RT-PCR Cycle Optimization for Liauid Hybridization 
PGR Cycle Optimization for IL5 Amplification 
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PCR Cycle Optimization for y-IFN Amplification 



4000 
3000 

E 

o 2000 
1000 

0 




5000 

4000 

£ 3000 
a. 

" 2000 
1000 



25 30 35 40 
Cycle Number 

FIG.5B 

PCR Cycle Optimization for IL4 Amplification 
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Quantitation of RNA 
Y-IFN message in Mouse Lung Total RNA 
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